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(b) »*« 5-7 fa^tf) v>f n^coat^feiWRp^Tf^a-r sm 

(c) (b) ©IgTfM L feat^fe, (a) Olit^ L fc^^CD^lC^AfS 
XS> 

3] lv%i s ti^0ia^©«^^<fcyn-KSti 

^ n ^ ti © «r^M^Jc © u > ii - tfmu v x v > & v * w &c 0j K#&as&tf$& v x v * 

(b) |»*^5~7flB*©^f , n^©3fte^S:fllffK#*^3l , rsxS, 

(c) (b) ©Xgt'M b fcaHS^ (a) ©XiT?M t/ fcafrB^CD WfctfA** * 



2 



ffilE^ 2003-3036768 



#2002-112 369 

1 8 ] » i~ii v^-r n^KfRcDae^ft-frte^a^^ * - 

o 

[0 0 0 1] 

JMR4f>TT#7*-f (single chain diabody; scDb) 9>f 7^9 U -&tJf 

Mb, ££&c, SRafte-T-tcAyn-KStiS^^KKiM'fS. 
[0 0 0 2] 

) ) itftm&m, mm a # k * s © mm&w K&^xmmx$> 

09;U£, Hammerling et al., J. Exp. Med. 128: 1461-1473 (1968))„ ## 
(Songsivilai et al., Clin. Exp. Immunol. 79: 315 (1990))„ J$B(D^ffilZj8 V*T 
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j£ #2 0 0 2-1 1 2 3 6 9 

&£, LeDoussal et al., Int. J. Cancer Suppl. 7: 58-62 (1992); Le Doussal et 
al. f J.Nucl.Med. 34: 1662-1671 (1993); Stickney et al., Cancer Res. 51: 
6650-6655 (1991) )„ 
[0 0 0 3] 

##kl$^#£faMt-£#&%&e>*lTV , >S (Segal et al., Chem. Immunol . 47: 
179 (1989); Segal et al., Biologic Therapy of Cancer 2(4) De Vita et al 

. eds.-, J.B.Lippomcott, Philadelphia (1992) p. Is Hseih-Ma et al., Cancer' 
Res. 52: 6832-6839 (1992); Beiner et al., Cancer Res. 53: 94-100 (1993) 

=fo"e#-5(Shalaby et al., J.Exp. Med. 175(1): 217 (1992); de Liji et al. " 
Bispecific Antibodies and Targeted Cellular Cytotoxicity", Romet-Lemonne 
, Fanger and Segal Eds., Lienhart (1991) p. 249; Clark et al. "Bispecific 
Antibodies and Targeted Cellular Cytotoxicity", Romet-Lemonne, Fanger an 
d Segal Eds. Lienhart (1991)p.243; Kroesen et al., Cancer Immunol . Immnot 
her. 37: 400-407 (!993); Kroesen et al., Br. J. Cancer 70: 652-661 (1994); 
Weiner et al., J.Immunol. 152: 2385 (1994) ) 0 -££>fl&, ##M'f£#t£M3\ HE 

mmmmn *tc&y ? *yv>rv ^ a > htvx^mmhn^h. mm^mrn 
(«ittf, hiv, «(y7jv^>i?. m&&mcmmhr=.Mfl&$:m®£i;T)<Dmm 

1L1toK. ! bmmir&Z.£ifi'V1*& (Fanger et al., ±5£). 
[0 0 0 4] 

-IZ i^'fb^^^J^ ~7V >^(Paulus, Behring Inst. Mitt. , 78:118-132 (1985) 

), wm&z*; ?u-i-)vffifozftm?z>K-i7v F-^mm<DM& (Mnist 

ein and Cuello, Nature 305: 537-539 (1983)), RTf (3) $k& & =6 J V D — •*-/!/ 

• tffi&fcfc* (mmo&fc*) w v x^mmmm * r=. imonm 
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ffimftm&*>e> h 9 y x 7 * V */ a y h -eti tc^ < - #|M£©— M5#tf>#Ii (z 

immeremann. Rev. Physio.Biochem. Pharmacol . 105: 176-260 (1986); Van Dijk 
et al., Int. J. Cancer 43: 944-949 (1989))^©^{C «fc »J gBt$*lT£fc„ 
[0 0 0 5] 

*Vy#^-f (Db)li, Jtg^a^K:i:U^$tl>fc--(ffi(bivalent)©m^^ 
(P.Holliger et al., Pr oc. Natl. Acad. Sci. USA 90: 6444-6448 (1993), E 
P404,097#, W093/11161#^)„ ^-fT/K^te, 2*(Di$ U K^*> 6>«J& 

S*i5^v-t*y, y^7^K$Ui#^ raC«tf>^«««T3E««(VL)& 

v^j-tcj; y *itv\<&. m— jff'J ^7^ F$t-Lfcn- F£*iSVL£VH£: & 

, *©ra©y v«# ^ 9 ^ * > h (scfv) & jgja-r s r # 

i: & £ . i0tt2o0M&S 2ft M (a/ b) left S VL h VH £ VLa-VHb £ VLb-VHatf) 

M&t>"&T*smmm.m<D v y%-^mhi£*<D*mwicnmz-&&z.=iftm&N> 

[0 0 0 6] 

[^w^«?^b<fce>^-rs^@] 

H(D)xJ&>mc& y #^ coae^ & SHR* * *& ic |ft & scFv iibt 

Ha* $ it -5 &> iC VH £ VL& 15^*©^© U > * - T'M^" ItM $ 1*S i&H# & 
5„ 3 (D J; e> &c2ftM i: ©*§^ttK: <fc y 38^S tife 7 r - vmik^J 75 U - 
©scFv<2VH£VL£-#M'f£scDb£ bT^^iiS^^iC^ U >#-<Z>:R3 £sc 
Fv©|fe^ fc^M £ $ ft & i5»36;g£© % <z> 6 > Db©|§Ji & nTfg &C ^ £ 5&£;g 

[0 0 0 7] 

[|£M£Mfct-3£#><Z>#IS] 
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fmcs^Tte, =*<&m'&vb%mmizi£mT*gz> 2p©M*§^i(a > b)tc 

M^3VL£VH£VLa-VHb-VLb-VHatf)j]!I^ VHb£ VLb©f^&15^J£jLLtf> >J 

T*&AjM$Lm£Lxftm2-&&o xftrnx-iZs £©£7&*°y^7^Fit(vLa-v 

Hb-VLb-VHa) Sr^f 3 — #M'f£scDb^-f 7*7 y - fcscFvtf) 77- $?7>f 7*9 V 

Ha) £n- F-T 7 l^?- K#^K»*$JltfaMa«:^**-S U >^-^«tlfe 
atfc^ 2o©m#RT^IB«(VLb4:VHb)S3-K't-*3i^ l/^F*«*V> 

llfet, VLatVHa©raCVLb^mHb3b^*tl<5cl:e)iC^$i=!:-g> 0 *»Wtt, 

i©j:^&zi#*ttscDb9>f -f^v-ammmKm*.* mfrmzm^mzmfc* 
9>f7*9y-, &r>\ Sfcfc^fciyn-FSft&^T^K&fMtt-s. 

[0 0 0 8] 

l x -^it'M si±§^^i:bT, 77- 9 -r 7*9 y - e> A > - ^ 

(2) v z/ij-Kfflm&mtymBm*2^M±&&?&z.£&&®t£?& en 

(3) 2 o©^BfIIiffl-**iii «rilit^ U , «**««il'TO«*'T? 
fc£ (1) (2) flB4R<Z>tt£»K 

(4.) 2o©M^3Effl«^v^y>*-•e«fa4^TV^&ri:%4f«^:'r* (1 

(5) 2o©m#BTMC^£:3- Kb, ^©MagtClWRS^TOSP^S:#*Dbfc 

(6) 2^<Dffi{*T$&mm<D-#*mmnmm®x>%>v. m^mm^smMmx 
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^ #2002-112369 ^ 
&S(5)fB«<Z>»6H\ 

nzmmt-tz (5) *fett(6)aB«©»e^ 
(8) 4o©siiftnrasis«s:=i- ku i#a©*a#^M^2#B©m#«r 

c 9 ) i # a 4: 2 « a ©fitft Rrag««© war* 3 # a £ 4 # a 
laws^ y y% - 2 # a ^ 3 # a <z>ffiftL*smmm<z>mft-&^ v>%- 

(10) 4o<o^^3E1S«^«-©SiiSK:»-rsM«l^««, 

«Hf3Kffi«T?a&& (8) (9) ia«©*e^ 
(id «-©tftjKfc#**«*Rf«««, *-©ffi*ic#-rsm*TO«*, 

(10) nolfif, 

(a) (1) ~ (4) sB«©v^'rn^©at^?-%iaBR»*?«3a , rsxs, 

(b) (5) ~ (7) Sa^(^)V^i s 4^^«)51^^ ^ •$:6!IPS^T^S , t-5X^ RT$ 

(c) (b) ©XIT'M b fcJte^f - (a) ©XjgTfflMft b fc»e^© IBUCf* At £ 

(13) (i) ~ (id v^-rn^cDiaiRcDaie^KiAya- Ksns^^K 

(14) (1) - (1 1) ©v^*i^fa*s©»^&i§r*m#^ ^u-> 

(15) JKT©XS&^trm#9>f^y-Xli»^^*-©f^fiR*& 

(b)0-cD^Mic*i-r-g>^nr^fi^t«^Br^i^«vMj >^-t-m^> 
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*ti?tuD -ssmmmo) v y * - flu br v^tcMi5s^®5^#« b t v^ 

(c) (a) (b) Tfffrfc b 7 7 - "2? =7 4 79 U - X tt& 7 7 - V 9 >f 79 U - 

*r^« ^ mm^smmm^wx s *i & 7 9 y * > h & s 11, 
(is) «T©3Ui&^tf*fl:*9>f7*9U-xi*»8^^*-©^«3era! 

(a) (1) ~ (4) iS«<3!)V>i !t tl^©3t^S:MIS^T?«!.S > t-SX5l, 

(b) (5) - (7) mM<D^?ftfr<Dmfc*zfflmBmx*mm-?&n:m. rt$ 

(c) (b) (DJimx^m h t=.mtt*. (a) ©xiTf#i« b featfisiF© wjc# a^* « 

(1 7) JEaT<Z>X5fI&#t?#t#9>f -Xtt«£***-©ffr*#8U 

&ji v^ u > * - jc j: y *§i§r b 77-^5^^';- fcffta-r s x=g 

> 

ifiijc&^ai^&iWisatiR-e^ai-sxs, 
(is) (1) ~ (1 1) \,^nfrmm<z>&te**<£tiftm'<**~ 

[0 0 0 9] 

[0 0 10] 
[^^CDHiSCD^] 

#3§l3!cZ>scDb9>f 7~9y-<Z>fW#&&C^T«, 0»J*-tf, S'THltC^'TJ: 
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6ifc*^t5(Mx.H McCafferty et al., Nature 348: 552-554 (1990); Cl 
ackson et al., Nature 352: 624-628 (1991); Marks et al., J.Mol.Biol. 222 
: 582-597 (1991)^#Rg) 0 
[0 0 11] 

[0 0 12] 

Cli:^-e^S„ ®^0flSfitMi:bT«MA«CD15, pl85 HER2 , 1D10( 



k P97, Hmmm* 0VCAR-3. L-Dl ^^71?--f hffliRsfc/b^ 

yyru>f. EG¥^tmW. CAMA1. MoV18, CD19. ftWftf&3&t&=f- (neural cell 
adhesion molecule; NCAM), ^H^M^SE & W. (FBP) % AMOC-31 (pan carcinoma as 
sociated antigen), Id-1, CD22, CD7, CD38, CEk&M$l'tZ>Z.£.tfX*gZ> a & 
fc, MJ^W&fcflj&^S^H^bTW:, FcrRK CD16, CD3^&#tfS r 

US/>©Ai|, iFN-a , ^>^r;i/^n-f K^©***:^'** J^CDb&^ff 
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mzm^-t^zzmm^mt, vafy^iz^^^m^-Mmh^mmxn. rr? 

[0 0 13] 

■z&mozzmmmbt urn (i)cD3o;&tf y;i/;2j y*x7 7 # -i?ic b 

-7Vy, tPA. uPA^tCj^-r-SDb, (3)LDL&t>*Fc^#c(Fc r RU Fc r RII*feii 
FcrRIlD^tC^b^jg^^^aHiia^M^^^-rSDb, (4)CD3^©T^H 

M±a>ttm£. hgv, >-7;i/x>if, Hiv^o^MecDStM^^m-rs^tt© 

^jlUC/iWtSDb, (5)ffi^<Z>^ffi^mV^£ffi»mM£> EOTUBE. DPTA, )\? 
MW#£Db(Fanger et al., Cr it. Rev. Immunol . 12: 101-124 (1992)#M), M 

, fitc, p-js^v bty^—^m<D^m^m^Wt. 7^j]y^>, y.^v^-y. 

[0 0 14] 

^^c^^LM^Mv^T^i^^ui?L«r%&^-r^ 0 fill a^^-, 

mMmm^^~ \?^&mte^mmmizm&-t2>z.k:tfr*gz>x?i<*?- 
u-^zm^&^miz&vmm-t&o 

[0 0 15] 
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fr<DV7t^*(TJ VZ4 leG-U IgG2, IgG-3, ^tflgG-^ 

[0 0 1 6] 

* &c 1- -5 3o ©*a*i &&mm® m ^m.m ; cdr) b , ^ -f ^ 

^■t■5|g^J ; fc^LTV^SZ:^7b^e>4^TV^S 0 tot, #HSBJ!&C #SDb£*i 
[0 0 17] 

MI^MB^Cg^gl* Tth-fbm^J tt5MM»IT^I>(«^il Jones e 
t al., Nature 321: 522-525 (1986); Reichmann et al., Nature 332: 323-329 
(1988); Presta Curr. Op. Struct. Biol . 2: 593-596 (1992)#fig)„ 

l^^tfm> h^#:lC^A^ii:fcGDR^feli#!ffi^iB^J©if*>e)Ct)-^*tl 
^ y^^&-^A,"£^T%J:V^ Sit, Z-<D J: 5 &7 ^ J ^I©#A« 

[0 0 18] 
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K^M-t^ZLt^V^^c Z.<D&$l£&m*. 3B&#Mlft^M(Kunkel f Proc.Na 
1 1. Acad. Sci. USA 82: 488 (1985)#M)> PCR^M. V h^M^^^tC«fc »J 

* y l < tt8o%jgiut, £ l < mo%&>±m^td5%^±)<DT $ j 

So 

[0 0 19] 

[0 0 2 0] 

BamHI AccIII 
GGTGGTGGT GGATCC GGTGGTGGTGGTTCTGGCGGCGGCGGCTCC^AGGTGGTGGTTCT (gflffJ## : 1 ) 
CCACCACCACCTAGGCCACCACCACCAAGACCGCCGCCGCCGAGGCCTCCACCACCAAGA 
GlyGIyGlyGIySerGlyG!yGlyGIySerGlyGlyGlyGlySerGlyGlyGlyGlySer(|B^iJ##: 2) 
[0 0 2 1] 
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, AccIII, Alul, EcoRI, Hindi, Hindlll, Hinfl, NotI, Sad, Sail, Sau3AI 
, Smal, TaqI, Xbal, AatI, Bell, BstEII, Ehel, Kpnl, Nhel, PstI, PvuII, S 
fil, Bgll, Haelll, Hhal, Hpall, XhoI###tf P> *l<5 0 

77-^7^^7'J-«tS77-^tl/tH G47T-^\ M13 
77-^ fd^r~^\ fl7r~&* T4t7 7-*?, TJ-77-V. PI 

7 7-^ MS27T-^\ $K7 7-^\ *X1747 7-S?, /I gWES, A B, Charon 
4A, Charon30^$rM^i-S^i:^T^^„ 
[0 0 2 2] 

* fc «fc y s»&& & y yum u Jfitt©fi$l * j«it & n 

K-TSM^cDraic, SURBtCjUf^-rsVBbJttfVLbSrn- K**sate-?fc 
ffAtSr fc^tSJ:^ JCVHbtf)5' 5fcig, j&tmb<Z>3* ;£$tCl6!llSB£lC J: y fg 
»S*l«gB3»JS:KW*- BPt3, «tJRAtCoV>rcZ)9>f ^ 'J -&WIS»*BaiaHI, 
AccIII^s©Sgaffi^lS:BBLT#^Lfe»^K:tt, VHCD5* ^jCttBamHI VL£>3 
*^}CttAcdHS:IBLT^<o 

[0 0 2 3] 

-©77-^5 K(iitf, Vaughan et al., Nature Biotechnology 14: 309-31 
4 (1996)#M)^>-5Va^±|H7 r-^^-f :/9y-fr&PCR&jav^i|N«LfcaMg 
£, y^A-^tFJCVLXtFVH&n-K^sae^O^SBJCliabfciWRR 
M^«Jtl2BamHI^Acdn^|ig|J©S:#tfy >^- ; S:Mv^fe©-^fCtt > B 

amHI£Acdin?#L3l-r3o # e>*lfcjftjKBfc:2*-r §^©VH-VL®t^ £ 3 - KtS 
aa^-fe^MAfC^-TS^^T-^^ F©BamHIilAccIIlCZ)W{C#A^--5 0 ^fr 
iC J: o Tmffi#£ffiB«;#©«S* fcffla^bi£<DdiscDbCD9>f ^ U -tfflt^T: 
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[0 0 2 4] 

^ltv%3&<t*)J:v^ r^vyij-i tit. ffiib<Dmn&M®£L 

ftfcutf, #*b<tt30~150bp©fl«&#U S & b < &36~90bptf)#l 

AfcWU f#IC« : *b<tt45~60bp©«|«%^i-S. rjgvMJ>*-j 

Hi#(diabody:Db);S:J£f£t* 5 U >*-©3i:5:lffcb, *©fc*ttWIClilR;!S 
tl&V^ #t^<tt6~27bp©«t;R&#U S & KKf* b < tt9~21bp<D$B«& 
^b> »C#*b<l*12~18bp©*«#*<&. 
[0 0 2 5] 

$ & tC, VLa&tfVHa£ a - Slftf® U £ tt3tt«©»^JC%jga* 

WR»*«*«fl:*:tttf Ti3< r illCfc UVLa-VHb-VLb-VHa&rr- KfSfST#5: 

«rsDb&3-K^sat^&x^u.-->^t*s^^A^^So Mxii -fc*s<z> 
* e> {cmMA»:t>mMBtcMt- « 77- vm^-r u - ics v^TBanHi&tf acc 

, Hit if. «Ki:-wji«K:»#-r*«tt*<«»wr6*i. ioxttiaw 

>f >^#JC*ff S^ft7>f ^ U - &MV>T#^bfebiscDb^-f ^ U 

f&tf*i*ii&icASS3 r t &c * o x r h biDb&M^-r s r t £ s . 

[0 0 2 6] 

bfe^«^^^^-®#^«^^^©^^ c ^ v%T «^ (D ^^ Mv ' T ^ e, 

^iltf'e Sambrook et al., Molecular Cloning, Cold Spring Har 
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bor Labolatories (1989)^#M)o i^ilhbtit Mt>* 
[0 0 2 7] 

£#f£?i±iim£t- ^ hV<* # - £: LTpBR, pUC^:/:?** 

fUMt-^^t^^^lac, trp, tac. trc, PR^tC fi^-T § ^ D 

-#-#5ftIMT»rtB #-^*-#-£lbT&trpAgj^ 

rrnBUjtfV-^RNAffi&ODfeOfcMV^Z: iltfTftS. ©'^71/ 
XM©^£^£^££"3"£^-^^"C&> pUBllO^u pC194^^©^^X^ K 

o ^pre-#- • bTapr, npr, amy^fi^^^^^JM^^ 

So *<Dm> IMt - K^XKMiil Pseudomonas putida, 

P. cepacia^ ; pKT240^0D^<^^-)> Z? U^AVrV Brevibac 
terium lactofermentum ; P AJ43^)> ±1 U * U ? Corynebact 

erium glutamicum^ ; pGSll, pCBlOl^), ^ b V ^ h n *j ^jXM(pHV1301, pGKl 
30, 9? hA^;b^M(pAM/3 1^0, D K^y #*M(Rhodococcus rhodochrous 
y^H^tlfey^X^ F(J. Gen. Microbiol. 138: 1003 (1992))^), ^M^ 
^hV>ft^l(IA}l Streptomyces lividans, S.virginiae^ ; pIJ486> pKC 
1064, pUWL-KS^), x>fn/^ i;i/"?-f-7l, ^Vtfi/X^M, ^ 

nf^Xl, t^^^jl (Salmonella typhi murium^), -fe^^*TM(Serratia 
marcescans), V ^^M^ = 
[0 0 2 8] 

W^k^M^^^k^. bTte> Saccharomyces cerevisiae£?i££ L> YRp^ 
, YEp^, YCp^t, YIp^CO^^X^ F%MVN^^btlTVNS 0 ADH, GA 

PDH, PH0, GAL, PGK, EN0^©^ D ^- # - • # - ^ * - # - WJ/§ RTtg^&£ 
o -£<DflS, ?7>f^n7'ftXl(Mx.H Kluyveromyces lactis^;2/in#s, P K 



1 5 
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D19&, pGKIl^, KARS^CD^^X^ K), S/i/f9*D7>f tXKMAH Sch • 
izosaccharomyces pombe^ ; pAUR224^) , =f"9" 7ijn7>f tXldill Zyg 
osaccharomyces rouxii^ ; pSB3, S.cerevisiaefi5fePH05:/n ^E — 9- — ^) 

, tsyMS^miMXlZ. Hansenula polymorpha^K fc?3f y«(#J;U;£, Pichia 
pastoris^?), ^JBCMiLWU Candida maltosa, Candida tropicalis, C 

andida utilis, Candida albicans^?), 7^^^^xi(MxH Aspergillus 
oryzae, Aspergillus niger^), RT$ b V n^JV^Mi^Xlt, Trichoderma re 
esei^)^$:^^(D^^^^-^iCfeV^TMV^SZ:i:^-e^■5o 
[0 0 2 9] 

?i££-r<5r h^T'§5o #{CK<^e>tlfe^s^ LTNicotina tabacumfi^OM 

"TS^tCte, Mx.il pMON530*©&3i'<?#-«:J i By\ # - fcAgrobacte 

rium tumefaciens^OD^B^JC^A-rSo Nicotina ta 

bacum) izmmz-&2> ffiW.<DtfV ^rf'f' Aa®l«)!l^#§ rt^-t 
5 0 

[0 0 3 0] 

^j^nCBombyx mori), # (Aede aegypti, Aedes albopictus), i/mVPa? 
A X. (Dr osoph i 1 a me 1 anogaster ) f0l £?i££LTfflV>53£t> nf|B T! 

e> g ^<Z>jKU^:/^K£#£ (Nature 315: 592-594 (1985))„ 
[0 0 3 1] 

»4fclBjfi&te££bTMV* m*.\t* PME18S (Med. Immunol. 20: 27 

-32 (1990)), pEF-BOS (Nucleic Acids Res. 18: 5322 (1990)), pCDM8(Nature 3 

29: 840-842 (1987), pRSVneo, pSV2-neo, pcDNAI/Amp(Invitrogen), pcDNAI, 
pAMoERC3Sc, pCDM8(Nature 329: 840 (1987)), pAGE107(Cytotechnology 3: 133 

(1990)), pREP4(Invitrogen), pAGE103(J.Biochem. 101: 1307 (1987)), pAMoA 
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PAS3-3, pCAGGS(Gene 108: 193-200 (1991)), pBK-GMV, pcDNA3.1(Invirtogen 
), P ZeoSV(Stratagene)^28^^#-£bT#&f £*lSo 7U=£-*-}lL 
h*JfUVJ JlX<DlEi&fc3'<D~7u : Z-$-%.Zf^yj\yy—. SV40 

t>T££„ #-*:bT&, i/hn^>r;i/x, ttsv^kx. yf 

$y>lfX^-f;i/X, -fe>#>f!M SV40, HIV^(Z>DNA&tfRNA?-f 
[0 0 3 2] 

ilillliitbTH vtfx • i*xn-^mJ9& (#!*.&, SP2/0, nso^), ^ 

V Y • ^xn-V|fflBS(M^^ YB2/0^), V<?* • /\^ffV K-VfflR Nmalw 
att(RJ}Ha^%t^), H h^WiliMJ^(293JWSS^)> theil«W(BA 
LL-14£), CHOfflflj^ C0Sjmfl&(C0S-L COS-7^), J\Ja?s% — B^iS^Bi$HflS(BflK^) 
, V?*-fe;VNU«(TM4^), KUif;VTO«(VER0-76^), HBT6 

37SjflJ|§U HeLaMU ^if^WBiM(MDCK^). h Jff fli« (He P G2^) , 
3ygifffl^(MMT060562M), TRIM, MRCM, FS3$I0fl&^;&£ o 
[0 0 3 3] 

So Iil)SA/<^^-l:iAt S^i:LTl±, A-f 
i& (Proc. Natl. Acad. Sci. USA 69: 2110 (1972)), ~?U h h&(# HUBS 63-24 

829-5§-^#), l/-i/3>^(Gene 17: 107 (1982); Molecular&Gene 

ral Genetics 168: 111 (1979))^#&y ; if A©f A^Si: Ltlt ^ '9 
^ jj<i/_i/ 3 (Methods in Enzymology, 194: 182 (1990)), ^7in^7^ 
h^(Proc. Natl. Acad.Sci. USA 81: 4889 (1984)), WWJ ^?A&(J. Bacterid 
. 153: 163 (1983))^* »J ; ffi#,|HJiSlCoVNTliAgrobacterium^(Gene 23: 3 
15 (1983); W089/05859^)^, J:«*S(W091/00358)*^e>*lS 



1 7 



mSE# 2003-3036768 



#2 002-1 1236 9. 



; mmmm^ ^< * # - & mx-r s*aii:itttxu^h3Kw-5'a> (cytot echn 

ology 3:133 (1990)). U V A&(*|f HS¥2-227075-i§-£^K UtK^x 

?£/3>&(Proc.Natl.Acad.Sci.USA 84: 7413 (1987); Virology 52: 456 (197 

[0 0 3 4] 

tltflPTG, trp^'D^-^-'e^tl^IAA^o 
[0 0 3 5] 

ISHKiifflHi: bt« V^#1§?&C&, ig*fi£ LT^TNM-FHW(Pharmin 
gen), Sf-900 II SFMigtffi(Life Technologies), ExCell400^t) f ExGell405(JRH B 
iosciences), Grace's Insect Medium(Nature 195: 788 (1962))^£# Z. H 

[0 0 3 6] 

J^«lsSI»# c »'»jWlfiT? » -6 tt, -JH fc&m £ tlT V % 5 RPMI 1640Jgifc (T 

he Journal of American Medical Association 199: 519 (1967)), Eagle© MEM 
igjfc (Science 122: 501 (1952)), DMEMJgifi (Virology 8: 396 (1959)), 199tfV> 

(Proceeding of the Society for the Biological Medicine 73: 1 (1950)), 

$t?&©&# % m*.lZ> pH6~8, 30~40t3, 5%C0 2 #^ETT?4f ^^^'15. 3 
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• 



[0 0 3 7] 

D7h^77-f-, «f^7 7 W (Strategies for Pr 

otein Purification and Charcterization: A Laboratoy Course Manual, Danie 
1 R.Marshak et al. eds., Cold Spring Harbor Laboratory Press (1996) ; Ant 
ibodies: A Laboratoy Course Manual, Harlow and David Lane eds., Cold Spr 
ing Harbor Laboratory Press (1988)) n 3*1 h<DV D7 h ^9 V A HPLC 
^FPLC^OlfcfB* D7 h ^7 >f -Zm^Tff? Z.Z.tfX%Z>o 

Dbiimiit ic*f b r^-r s r n & e> . mm^^^-^'f* zmrnhx mm-t s't* 

[0 0 3 8] 

*i £ <Z>#2gBJ!<z>scDb~r >f^5U- Jc is W e *m £ & £ Stfe^© «T^g$c& 

l < tt, scfv^ ut^jm^ *i* «k t> Kmm*s^m®£&&.*s&f& i &£&-&^ 

V>jj-Xl@&-&tlX\ l ^£ : b<DX&.Z> 0 Z<D&?)teikfc^Z. (I)*fctt(H)& 
•^tf^^^^-^A^r-U^^r-^n- hSfi«i»-&(S"ith, Science 228: 
1315 (1985); Scott and Smith, Science 249: 386 (1990); Cwirla et al., P 
roc. Natl. Acad. Sci. USA 8: 309 (1990); Devlin et al., Science 249: 404 (19 
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• 



90); Hells and Lowman, Curr.Opin.Struct.Biol . 2: 597 (1992) ^ffl^fF^ 
5,223,409#)^©^tCiU 7 X:7°W3iJ\ 7 s -f 

[0 0 3 9] 

&sa^ tc & <^ t, i# g 2# g © raft? s# g £ m g ©#t;# «r 

K:»-rs««iTO«*, 3#g*^zi©^ic^ , rsm^«r^M^ -£bT4^g 

[0 0 4 0] 



y, ^rjEHW5W©y ^A-feffi^y v^-icr&xg 

&*tfif£<*9>f ^ y -xwtf&si'** * -©fls/a^fis * 

y. *»lg©scDb9>f ^y-©^«*ttS:-fl*JI^^/i5M^*-^^** 
. 7r-^^7*5'J-iiHK:>J>*-^lcll^H TfB©£e>&Ba 
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[0 0 4 1] 

GlyGlyGlyGlySerGlyGlyGlyGlySerGlyGlyGlyGlySerGlyGlyGlyGlySer(i2^J#^-: 3) 
GGTGGTGG TGGATCC GGTGGTGGTGGTTCTGGCGGCGGCGGCTCCGGAGGTGG'reGAr^ (§B^y#^ : 4 ) 

« 

[0 0 4 2] 
( "GGTGGTGGT GGATCC (BB^J#^ : 5)" 

K:J:yn-F^4x«"GlyGlyGlyGlySer : 6) fctfffi**. 

[0 0 4 3] 

[0 0 4 4] 
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#®^'»J(PEG. Tween^K * V - h M (EDTA#) , W & 21 #T?f* 

peg^), ^-f^-^ffilfMfStt^C^yy^^-HSO, HCO-50)^£#Mb 

[0 0 4 5] 

if^^>, Ji<y y;i/^]^<z>^#n#:/-fe;i/)JciJAbfcy 

"Remington's Pharmaceutical Science 16 th edition", Oslo Ed. (1980)^#Bg 

m& (Langer et al., J.Biomed.Mater.Res. 15: 167-277 (1981); Langer, chem 
.Tech. 12: 98-105 (1982) ;^H#ff £13,773, 919#;^#ff m®^gi(EP) SS58, 
481#; Sidman et al., Biopolymers 22: 547-556 (1983) ;EP|gl33,988#) 0 
[0 0 4 6] 

[0 0 4 7] 

2 2 miE# 2003-3036768 
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^fcmZft5Z-£.%^%.t>tl£o hT&* naked^X * KiCJ;^* 

bT^fTTSMAdolph r#>f Jl/XtfJ A&J , CRC Press, Florid (1996)#M): 
, 30>f F^^<5Dtf-Xta^«S(W093/17706#)bTS#i-§r 

£tfX*££o bfrb&tfb, £#ft{C£VNTDb#|§3l£;ft % -^©f^M^^ff^^ 
smu V^ftS^fCj^ig^bT^V^ #£b<&, ji^fci*M£n3£{&(i£ 

3tem^S&?:^^§^^){-<fcy+^^*^-^^^^- ex vivoJCfcVNTU tfV 
-Ah7^7i^>>3>, S^«igl&(*ffl#l^4,945,050#K 

iAt^r hie J: y#?£BJ!<Z>Db$:ri- K-rSje^&^bTfe J; v>„ 
[0 0 4 8] 

*mw<DmtBmftmft%rfcm^2>z.}i : bT*i*2> 0 rofc&icte, Db©-^© 
«r^w« i*Bm±<z>Bmffi'& * mm b & v^ x n° h - ? ■& . ^ itm 

RP&tf*;!/^ > ^ S Db £ £ £ #T? £ 3 . 

[0 0 4 9] 

##§HJ!<Z)Dbk£in vivo&tfin vitro{C^W5a^©^^^.^®T^M 

v>&r£4i>i5rfgT&£o Db©-*©*ft«:Rr3K««5S:ffl*j||iri6lc4fM»«! 

32 p 35^ 125j^^ gyttemiyfryt^J ^>7x'J^), tfl^M/^* 

^«^©^^^m«^n©^^^oT^e>Zl^^T^^(Hunter et al., 
Nature 144: 945 (1962); David et al., Biochemistry 13: 1014 (1974); Pain 
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et al., J. Immunol. Meth. 40: 219 (1981); Nygen, J.Histochem and Cytochem 
30: 407 (1982)#Rg)„ 
[0 0 5 0] 

w.mm&&mmm*v> hM ^&)&##t(elisa^k ^«g«fc»^«f(zoia 

, "Monoclonal Antibodies: A Manual of Techniques", pp. 147-158, CRC Press 
Inc. (1987) (Dftffi &CfcV^m^£3 
[0 0 5 1] 

If OD^C «fc U , - #M14scDb^ >f U - £ scFvO 

^^a^bic-*fS^aicj:y^-r-5ri:A^T*#s. 

-s;^^>f ^9y-^e>^->^K:J:oT««lbfc«t#^n->&-tgbT 

$>«HB&ffi * * - tc^ -t^m ZMfc? Z> % <D T? & & . 

[0 0 5 2] 

SEQUENCE LISTING 
<110> GHUGAI SEIYAKU KABUSHIKI KAISHA 
<120> A method for scDb library construction 
<130> C1-A0203 

<140> 
<141> 

<160> 6 
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<170> Patentln Ver. 2.1 

<210> 1 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 1 inker 
<400> 1 

ggtggtggtg gatccggtgg tggtggttct ggcggcggcg gctccggagg tggtggttct 60 

<210> 2 
<211> 20 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: linker 

<400> 2 

.Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 
15 10 15 

Gly Gly Gly Ser 
20 
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<210> 3 
<211> 60 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: linker 
<400> 3 

ggtggtggtg gatccggtgg tggtggttct ggcggcggcg gctccggagg tggtggatcc 60 



<210> 4 
<211> 20 
<212> PRT 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: linker 
<400> 4 

Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly Gly Gly Gly Ser Gly 
15 10 15 

Gly Gly Gly Ser 
20 
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<210> 5 
<211> 15 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 1 inker 
<400> 5 

ggtggtggtg gatcc 15 

<210> 6 
<211> 5 
<212> PRT 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: 1 inker 
<400> 6 

Gly Gly Gly Gly Ser 
1 5 
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[01] 



01 



pelBss 



VHb 



15-20 



VLb 



Gene3 




sm GGCCCAG 



CCGGGTC 5GCCGG 



XGGCC 



Sfil GGCCTCG<X3GGCC 
CCGGAGOPCCCGG 



fitlgA, BI^S^"Sblspecmc scDb^-f^U— 



IL3ss 



VLa 5 15—20 5 

VHb VLb 



VHa 



Tag 



[02] 



lacOP pelBss 



15~20 



Gene3 




DiabodirM^V'J— 



IL3ss 



1 
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e,tis-4#nttDbtt^#©5o%K:«*s. mis ^©^tttcj: yaws *i 

y, -#^i4Db^ 4^^v- *mw>m^ mmtemftzm^-fKscFv^j-f^v 
a i 



lacOP pelBss VHb 

1 

BamHI 



15—20 



VLb 



Gene3 




IL3ss 



VHb 



VLb 



1 
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ffl M A JK ffi W 



SttBQ$# (0 0 0 0 0 3 3 1 1) 

1 . MM&R B 1 9 9 0^ 9ft 5 0 



i 
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